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(a) Detection of F-α-DG in cancer cell lines treated with 10 mM ribitol by FACS. +Ribitol, ribitol-treated cells stained with IIH6 antibody and fluorescence labelled secondary antibody; control, untreated cells stained with IIH6 and fluorescence labelled secondary antibody; 2 nd Ab only, ribitol-treated cells stained with secondary antibody only; No Ab, ribitoltreated cells without primary and secondary antibody. X axis, fluorescence intensity; Y axis, number of cells. (b) Detection of α-DG with antibody AF6868. No clear difference in signal intensity and distribution is observed between the control (untreated) and ribitol treated cells. Cells were treated with 1, 5 or 10nM LARGE-siRNA or Scramble-siRNA. Relative expression of LARGE was normalized to untreated control cells. (c) Immunocytochemistry with IIH6 antibody after the T47D cells were treated 10 mM ribitol for 3 days. A limited reduction in positive signal was observed with the increase in dose of siRNA LARGE from 1 nM to 10 nM. Red fluorescence is the signal for IIH6 and blue is DAPI staining for nuclei. Figure 5 . Cell number of MCF7 in growth medium with ribitol for 6 days. Cont, control cells without ribitol; 5mM Rib and 10mM Rib, cells treated with 5 mM and 10 mM ribitol. (n=3, P>0.05). Figure 6 . DNA sequencing for FKRP gene. Full-length coding sequence of the human fkrp was directly amplified by PCR from genomic DNA isolated from cultured MCF7 cells with the following primers: hfkrp-G2-F, GATGCCCCGGAGGCCCAGCT and hfkrp-R2, AGTCTGACGGGAAGCGG. The PCR reaction included 0.5 ug DNA, 200 uM dNTPs, 400 nM primer each, 3.5% DMSO, 1xPCR buffer and 5 units of Taq DNA polymerase (Promega M166, Madison WI USA). The 1523bp product was isolated using QIAquick Gel Extraction Kit (QIAGEN). The purified DNA was sequenced by Genewiz DNA Sequencing Services, South Plainfield NJ 07080 USA with the following sequencing primers: P1-hfkrp-S1-364, CTGCAGCACCAGCCTAGGA; P3-hfkrp-S3-1107, CCGCCTAGTGAGCTGGGAA and P6-hfkrp-R3-753, CACCAGACGTGCGCTTCCT. The sequences are aligned with the normal FKRP mRNA sequence (original sequence, top lines). 
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